Introduction
In chickens, the fusion of the allantoic mesoderm and blood yesscis with the serosa is of great interest because of its similarity to the establishment of the chorion in mammals. Mammalian allantoic circulation serves respiratory and nutritional functions which arc shared by the viteilinc and allantoic circulations in chicks (Patten, 1952) . The main biological function of AFP appears to be the regulation of the entry of fatty acids into cells and their availability for metabolic processing via an AFP/AFP-receptor autocrine pathway (Uriel, 1989) .
Thus far, the yolk sac (Gitlin and Kitzcs, 1967) , the liver (Weller, 1976) , and possibly the intestine (Slade and Milne, 1977) have been the sole organs in the chick embryo in which some AlP synthesis has been detected. Rodriguez-Burgos and Pons (1989) and Rodrigucz-Burgos (1990) The specificity of the primary antiserum was checked by immunoelectrophoresis before immunohistochemical examination (see Figure  6 in Rodriguez-Burgos and Pons, 1989) .
SANCHEZ PALAZON, RODRIGUEZ-BURGOS

L:ght Microscopic Immunohistochemistry
We used the indirect immunoperoxidase method (Sternbcrger, 1979) to localize AlP by light microscopy. 
Hematoxy/in-Eosin Staining
Hematoxylin-eosin staining was applied to tissue sections of CAM and yolk sac, to study the developmental stage of germ layers. 
Results
Immunohistochemical Controls
Controls.
Immunostaining ofknown positive tissue (yolk sac) is shown in Figure  3a . The same section stained with hematoxylin-cosin is shown in Figure  3b .
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Histological Observations
Hematoxylin-cosin staining (Figures  4a-4c ) revealed the chorioallantoic membrane to consist of three distinct layers: (a) the inner- Ectoderm.
At the 7-day stage, the ectoderm was composed of little more than a single layer of flat cells. Small capillaries contaming the nucleated chick red blood cells were found entirely along the ectodermal surface (Figure 4a ). At the 14-day stage, cell proiif#{232}ration had become a prominent feature in the ectodermal layer (Figure 4b ). There was an extension of the chorionic blood sinus during the period ofincubation. At the 18-day stage, there was thinning and cellular degeneration of the ectoderm, but perhaps not so striking as that in the endoderm ( Figure  4c ). Endoderm. At the 7-day stage the endoderm was composed of a single layer offlat cells ( Figure  4a ), whereas the endodermal cells were cuboidal at the 14-day stage (Fig 4b) . The immunoperoxidase technique did not enable us to determine whether the AFP found was synthesized or was absorbed from an external source. To check whether the mesodermal cells synthesized AFP, CAM was cultured in AFP-free medium.
Mesoderm
The cellular localization of AFP after culturing must therefore be due to synthesis by that tissue.
Small pieces of CAM were cultured in an AlP-free medium according to the procedure described above. The mesodermal layer of the cultured CAM ( Figure  4g ) was found to contain abundant AFP-positive cells ( Figure  4h ). This indicates that such cells can continue to synthesize AFP in vitro under the conditions used in this experiment.
The culturing conditions did not hinder the synthesis of AFP, nor did they trigger synthesis by cells that showed no immunoreaction under in vivo conditions, since the cells of the chorionic ectoderm and the allantoic endoderm contained no APP after they were cultured.
Discussion
The The results obtained in this work expand the short list of tissues known to synthesize AFP in chick embryo, i.e., yolk sac (Gitlin and Kitzes, 1967) , liver (Weller, 1976) , and possibly intestine (Slade and Mime, 1977) , and are consistent with those reported by Nahon et al. (1988) on the synthesis of AFP by rat lung, pancreas, heart, and kidney, which are also included in the list oforgans synthesizing AFP in this species: liver (Ruoslahti and Seppala, i979; Abeiev, 197i) and endodermal ceils of the yolk sac (Abelev, 1971; Gitlin and Boesman, 1967) . Uriel (1989) , in citing Nahon's work (1988) , claims that the intracytopiasmic presence ofAFP in the above organs is largely due to incorporation from an external source. 
